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Abstract: Transcription factor pancreatic and duodenal homeobox-1 (PDX-1) plays an 
essential role in pancreatic development, P-cell differentiation, maintenance of normal 
P-cell fLinction and tumorigenesis. PDX-1 expression is tightly controlled through a variety 
of mechanisms under different cellular contexts. We report here that overexpression of 
Notchl intracellular domain (NICD), an activated form of Notchl, enhanced PDX-1 
expression in both PDX-1 stable HEK293 cells and mouse insulinoma P-TC-6 cells, while 
NICD shRNA inhibited the enhancing effect. NICD-enhanced PDX-1 expression was 
accompanied by increased insulin expression/secretion and cell proliferation in P-TC-6 
cells, which was reversed by NICD shRNA. Cre activation-induced specific expression of 
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NICD in islet P cells of transgenic P mice induced increased expression of PDX-1, 

insulin and proliferating cell nuclear antigen (PCNA) and decreased expression of p27 with 
accompanied fasting hyperinsulinemia and hypoglycemia and altered responses to 
intraperitoneal glucose tolerance test. Systemically delivered NICD shRNA suppressed 
islet expression of PDX-1 and reversed the hypoglycemia and hyperinsulinemia. 
Moreover, expression levels of NICD were correlated with those of PDX-1 in human 
pancreatic neuroendocrine tumor. Thus, Notchl acts as a positive regulator for PDX-1 
expression, cooperates with PDX-1 in the development of insulin overexpression and islet 
cell neoplasia and represents a potential therapeutic target for islet neoplasia. 

Keywords: Notchl; NICD; PDX-1; insulin; hyperinsulinemia; hypoglycemia 



1, Introduction 

Pancreatic and duodenal homeobox-1 (PDX-1) is a homeodomain-containing transcription factor 
and plays an essential role in a variety of cellular processes, including pancreatic development, P-cell 
differentiation, maintenance of normal p-cell function and tumorigenesis. Targeted ablation of pdx-1 
gene in mice [1] and a homozygous nonsense mutation in the human pdx-1 gene [2] results in 
pancreatic agenesis. PDX-1 expression is essentially restricted to the islet P-cells in adults, where it 
binds to the promoters of several genes essential for glucose sensing and insulin synthesis, including 
insulin, glucose transporter 2, and glucokinase and regulates their expression. Mice with P-cell-specific 
ablation of pdx-1 develop overt diabetes [3], whereas heterozygosity for the null mutation of pdx-1 
results in decreased insulin expression/secretion [3,4] and predispose islets to apoptosis [5]. Gene 
mutations in human pdx-1 lead to the development of diabetes [6]. The involvement of PDX-1 in 
tumorigenesis is evidenced by its overexpression in a variety of human cancers including pancreatic 
neuroendocrine tumor (PNET) [7-13] and by the significant correlation of PDX-1 overexpression with 
the pathological parameters of cancer patients (e.g., metastasis and histological grade) [9,14]. Recent 
studies have demonstrated the oncogenic properties of PDX-1 as it stimulates cell proliferation, colony 
formation, invasion and tumor growth [15] and is required for K-Ras*^'^° to induce the development of 
PanIN, metaplasia and pancreatic ductal adenocarcinoma [16]. Moreover, PDX-1 has been shown to 
be a potential therapeutic target for pancreatic cancer, insulinoma and islet neoplasia [11,17]. 

Notch proteins are a group of transmembrane receptors, including Notchl to Notch 4 in mammals. 
Notch ligands include Delta- like 1, 3 and 4 and Jagged 1 and 2 in mammals. Notch signaling is 
initiated by cell-to-cell interaction-mediated binding of a Notch ligand to a Notch receptor. The 
interaction-induced proteolytic cleavages of Notchl generates Notchl intracellular domain (NICD) 
which subsequently translocates to the nucleus and regulates the expression of a wide array of target 
genes such as cell cycle-related regulators (e.g., p21 and Cyclin Dl) [18,19], transcription factors (e.g., 
c-Myc and NF-kB) [20,21] and growth factor receptors (e.g., ErbB2) [22] dependent on the cellular 
contexts. The highly conserved Notch signaling plays an essential role in embryonic development, 
cellular differentiation, proliferation and survival [23-25] and tumorigenesis, as an oncogene or a 
tumor suppressor [26,27]. The Notch signaling has also been shown to be involved in the pathology of 
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diabetes. The pharmacological blockade of Notch signaling with inhibitors of y-secretase, critical for 
the processing of the Notch proteins, raises insulin sensitivity [28]. Expression of an activated mutant 
of Notch (ICD-E) in both liver and small intestine in mice results in mild insulin resistance [29]. Mind 
bomb 1 is essential for generating fiinctional Notch ligands to activate Notch and required for 
pancreatic P-cell formation [30,31]. A recent study shows that Notch signaling proteins HES-1 and 
Hey-1 bind to insulin degrading enzyme (IDE) proximal promoter and regulated its transcription and 
activity, suggesting a potential link between the Notch signaling and the expression/secretion of 
insulin [32]. 

PDX-1 expression is subject to positive regulation by glucose [33], GLP-1 [34,35], palmitic acid [36] 
and EGF [37], and negative regulation by DNA damage stimulation [38], stress [39] and SSTR5 [40,41]. 
Cellular expression levels of PDX-1 are tightly controlled at both transcriptional [42-44] and 
post-translational levels [38,39,45-47]. A number of signaling pathways have been identified to be 
involved in regulation of PDX-1 expression, include AKT [37], PI3K [48], PKC [49], JNK [50] and 
p38 [51], positively or negatively, under different cellular contexts. The purpose of this study was to 
determine the role of Notchl signaling in regulation of PDX-1 expression and PDX-1 -mediated 
cellular functions. 

2. Results and Discussion 

2.1. Notchl Intracellular Domain (NICD) Enhances PDX-1 Expression in PDX-1 Stable HEK 293 
Cells and P-TC-6 Cells 

To determine the role of Notchl signaling in regulation of PDX-1 expression, we transfected 
Notchl intracellular domain (NICD), activated form of Notchl, alone or NICD plus NICD shRNA 
(shRNA^^*^°) into PDX-1 stable HEK293 cells [15]. Western blotting analysis showed that 
overexpression of NICD resulted in a significant increase of PDX-1 expression compared to that of 
mock transfection (Figure lA, column 2 vs. column 1), while co-transfection of shRNA^^'^° with 
NICD only resulted in a mild increase of PDX-1 expression (Figure lA, column 3 vs. column 1). 
These data indicate that NICD, activated Notchl, acts as a positive regulator for PDX-1 expression and 
that NICD shRNA inhibits the enhancing effect of NICD on PDX-1 expression. To confirm the 
positive regulation of PDX-1 expression by Notchl activation, we examined the effect of NICD 
shRNA (shRNA^'*^°) on endogenous PDX-1 expression in mouse insulinoma p-TC-6 cells which have 
high expression level of PDX-1 [41]. shRNA^'™ was transfected into p-TC-6 cells. Western blotting 
analysis showed that NICD was abundant in P-TC-6 cells and transfection of shRNA^^*^° resulted in a 
significant knockdown of endogenous NICD (Figure IB, top panel). In parallel, PDX-1 expression 
level was also significantly decreased by transfection of shRNA^^'^° in comparison to the mock 
transfection (Figure IB, middle panel), fiarther supporting the concept that activated Notchl (NICD) is 
a positive regulator for PDX-1 expression. 

The underlying mechanism by which Notchl activation up-regulates PDX-1 expression is not 
known. It has been well established that, upon ligand binding, NICD is released from the Notch 
protein and moves to the nucleus, where it regulates gene expression by interacting with and activating 
transcription factors such as CBFI/RBP-JK/Suppressor of Hairless/LAG-1 (CSL) transcription factor 
and p300 [52,53]. Given that PDX-1 is a potent transcription factor for PDX-1 itself, it is, thus. 
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possible that NICD may up-regulate the transcriptional activity of PDX-1, which, in turn, enhances the 
expression of PDX-1. However, we cannot exclude the possibility that NICD might enhance PDX-1 
expression by up-regulating other transcription factors, which target PDX-1. Further studies warrant 
a better understanding of the molecular basis for the positive regulation of PDX-1 expression by 
Notchl activation. 



Figure 1. NICD up-regulates PDX-1 expression in PDX-1 stable HEK293 and p-TC-6 
cells. (A) pcDNA"^'^° with shRNA'^'^^-^'^"'""'''' or shRNA"^^^° were co-transfected into 
PDX-1 HEK293 cells using Lipofectamine 2000. (B) shRNA"^'^° was transfected into 
P-TC-6 cells using Lipofectamine 2000. The cells were collected 40 hours after transfection. 
Whole cell lysates were subjected to SDS-PAGE, followed by Western blotting with an 
anti-NICD, -PDX-1 and P-actin antibody. Upper panels are representative Western blotting 
experiments. Lower panels are the densitometric analysis of three independent Western 
blotting experiments (* indicates p < 0.05 showing significant difference). 
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2.2. Notchl Activation-Enhanced PDX-1 Expression Is Accompanied by Increased Insulin 
Expression/Secretion and Cell Proliferation in P-TC-6 Cells 



PDX-1 plays an essential role in insulin expression and secretion [3,4] and cell proliferation [54]. 
To determine the fLinctional relevance of the positive regulation of PDX-1 by NICD, we sought to 
examine the effect of NICD on PDX-1 -mediated insulin expression/secretion and cell proliferation in 
p-TC-6 cells. P-TC-6 cells were transfected with NICD or shRNA^^'^^. Immunohistochemistry analysis 
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showed that overexpression of NICD further increased NICD expression in P-TC-6 cells, while 



overexpression of shRNA^'^° inhibited NICD expression (Figure 2 A, top panel). As expected, PDX-1 
expression level was increased by transfected NICD and decreased by transfected shRNA^^'^° 
(Figure 2A, middle panel). Moreover, we found that NICD-enhanced PDX-1 expression was 
accompanied by increased insulin expression, and NICD knockdovm-induced inhibition of PDX-1 
expression was accompanied by decreased insulin expression (Figure 2A, bottom panel). Insulin 
ELISA analysis showed that NICD overexpression significantly increased glucose stimulated insulin 
secretion (GSIS) in comparison to mock transfection, whereas shRNA^^™ led to significant inhibition 
of insulin secretion in p-TC-6 cells (Figure 2B). By performing MTS assays, we found that, at 24, 48 
and 72 hour after transfection, overexpression of NICD resulted in significant increases of |3-TC-6 cell 
proliferation by 174 ± 18.2%, 185 ± 30.8% and 166 ± 21.3%, respectively, as compared to the mock 
transfection (Figure 2C). Conversely, transfection of shRNA^^^° led to significant decreases of cell 
prohferation by 63 ± 15.3%, 49 ± 8.8% and 56 ± 12.6% at each time point (Figure 2C). AU these data 
indicate that Notchl activation exerts a positive effect on insulin expression/secretion and cell 
proliferation likely through a mechanism of up -regulating PDX-1 expression in P-TC-6 cells. 

2.3. Notchl Activation Induces Hypoglycemia and Hyperinsulinemia in a Transgenic f^^^'^^*'^ 
Mouse Model 

To fiirther confirm the up-regulation of PDX-1 expression by Notchl activation, we generated a 
transgenic P mouse model by crossing LSL-ROSA^^^° mice [55] and RIPl-Cre mice, which 

resulted in p cell-specific expression of NICD within the islets. To determine the effect of NICD on 
PDX-1 and PDX-1 -mediated cellular flinctions, the p^^™+'+ mice were treated at six months of age 
with or without liposomal shRNA™^'*^° at a dose of 35 |j,g per mouse via tail vein injection. The mice 
tolerated the treatment well with no toxic effects observed. Forty eight (48) hours after treatment of 
shRNA"^^'^°, the mice were sacrificed and the pancreata were isolated, fixed and prepared for 
immuno histochemistry analysis using anti-NICD, PDX-1, insulin, PNC A and p27 antibodies, 
respectively. As shown in Figure 3A, Cre activation induced a significant increase of NICD expression 
in islet cells of p^"^°+'+ mice as compared to that of control mice, and systemically-delivered 
shRNA""^^*^^ efficiently knocked down NICD (top panel). Cre activation-induced overexpression of 
NICD was accompanied by increased expression of PDX-1, insulin and proliferating cell nuclear 
antigen (PCNA) and a decreased expression of p27, an inhibitor of cyclin-dependent protein kinase, in 
islet cells of p^"^^'^^'^ mice as compared to those of control mice. This is consistent with the finding that 
Notch directs the transcription of the E3 ubiquitin ligase S phase kinase-associated protein 2 (SKP2), 
which results in a decrease of p27 protein levels and an increase of cell proliferation [56]. In contrast, 
knockdown of NICD by systemically-delivered shRNA™^^'"^ resulted in reduction of the expression of 
PDX-1, insulin and PCNA and increased expression of p27. These in vivo data fiirther support the 
concept that Notchl activation up-regulates insulin expression/secretion and cell proliferation through 
a mechanism involving enhancing PDX-1 expression. We noticed a previous study that PDX-1 
expression is not affected by NICD in both Rosa^°"'''^*;Pdxl-Cre and Rosa^°"^ ;Pdxl-CreER 
mice [55]. The discrepancy may be due to the different Cre systems used (Pdxl-Cre and Pdxl-CreER 
vs. RIPl-Cre). In addition, the mice we analyzed were six months old, while the mice Miortaugh et al. 
analyzed were newborn or embryo [55]. 
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Figure 2. NICD-enhanced PDX-1 expression is accompanied by increased insulin 
expression/secretion and cell proliferation in P-TC-6 cells. mNICD or sliRNA"^^*"° was 
transfected into P-TC-6 cells using Lipofectamine 2000. (A) Immunohistochemistry 
analyses were performed using antibodies against NICD, PDX-1 (1:200) or insulin (1:75). 
Fluorescence was developed using cy3- or FITC-conjugated secondary antibody. 
Photomicrographs were taken under lOOx magnification. (B) Immuno staining for the 
expression of NICD, PDX-1 and insulin was semi-quantified using ImageJ {* indicates 
p < 0.05 showing significant difference). (C) Forty-eight (48) hours after transfection, 
p-TC-6 cells were washed twice with Krebs-Ringer bicarbonate (KRB) buffer and 
incubated in KRB-BSA for 1 hour. The cells were then added a variety of concentrations 
of glucose as indicated for 4 hours. After incubation, the media were collected and 
centrifLiged at 600 g for 5 minutes. The insulin concentrations in the media were measured 
by ELISA assay (* indicates p < 0.05: Mock vs. mNICD transfection; p < 0.05: Mock vs. 
shRNA'^^*^^ transfection, showing significant difference). (D) Twenty four (24) hours 
after transfection, P-TC-6 cells were replated into 96-well cell culture plates at 
5x10^ cells/well. Cell proliferation was determined by MTS assay (Pro mega, Madison, 
WI, UAS) at 24, 48, and 72 hour after transfection. The absorbance was read using a 
Multiskan EX plate reader (Thermo Electronic Corp, Franklin, MA, USA) at 492 nm. 
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Figure 3. Overexpression of NICD-induced increase of PDX-1 expression is accompanied 
by the development of hypoglycemia and hyperinsulinemia in a transgenic mouse 

model. (A) Whole pancreatic tissues isolated from control mice (WT), ^^1*^°+'+ mice and 
pNicD+/+ ^j-ga^g^ ^iti^ shRNA"^'^° were fixed in 4% (v/v) paraformaldehyde and embedded 
in paraffin. Immunohistochemistry analyses were performed using antibodies against 
NICD, PDX-1 (1:200), insulin (1:75), PCNA and p27. Fluorescence was developed using 
cy3- or FITC-conjugated secondary antibody. Photomicrographs were taken under lOOx 
magnification. (B) Fifty (50) |j,L of whole blood samples were collected from control mice 
(WT), pNicD+/+ ^.^g pNicD+/+ treated with shRNA'^^^^ and spun to separate the 
serum. Glucose levels were measured using a Beckman-Coulter Glucose Analyzer 2 
(Coulter-Beckman, FuUerton, CA, USA), and presented as mean ± S.E.M. in mg/dl. Insulin 
levels were determined using a mouse insulin ELISA kit from Mercodia (Linco Research, 
St. Charles, MO, USA) and presented as mean ± S.E.M. in ng/L. (C) Control mice (WT) 
and p^^*^^"^'"^ mice at age of 6 months were fasted 6 hours before collection of blood 
samples as To. Grouped mice were then given 1.2 g glucose/kg body weight via ip 
injection, followed by collection of blood samples at 15, 30, 60, 120 and 240 minute after 
injection of glucose. Glucose and insulin levels were measured as described above. 
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Given the essential role of PDX-1 in regulation of insulin expression/secretion, we hypothesized 
that NICD-induced increase of PDX-1 expression may lead to the development of hypoglycemia and 
hyperinsulinemia in mice. To test this hypothesis, glucose and insulin levels were measured in 

pNicD+/+ ^j- gjj^ months of age. We found that glucose levels were significantly decreased and 
insulin levels were significantly increased in mice compared to those in control mice, while 

treatment of the mice with shRNA"*"*^° rescued/restored glucose and insulin levels close to 

wild type levels (Figure 3B). 

Next, we performed IPGTT in control (WT) and mice at six months of age to compare 

glucose tolerance. Basal insulin levels in mice were significantly higher than those in control 

mice (Figure 3C, top panel), whereas fasting glucose levels in ^^1'^°+'+ mice were significantly lower 
than those in control mice (Figure 3C, bottom panel). Following intraperitoneal glucose injection, 
systemic insulin levels in mice were significantly higher than those in control mice at 15, 30, 

120 and 240 minute post-injection (Figure 3C, top panel). Glucose levels in p^icD+/+ were 
significant lower than those in control mice at 15, 30, 60, 240 minute post injection of glucose 
(Figure 3C, bottom panel). These data indicate that overexpression of NICD resulted in fasting 
hypoglycemia and hyperinsulinemia and alterations in insulin and glucose responses to IPGTT. 

Taken together, our studies show that NI CD-enhanced PDX-1 expression was accompanied by 
increased insulin expression/secretion and cell proliferation in P cells of transgenic p^^*^°"^^^ mice, 
resulting in hyperinsulinemia and hypoglycemia, as well as an altered response to IPGTT in these mice. 
A single systemic treatment with liposomal NICD shRNA resulted in in situ knockdown of NICD and 
PDX-1, leading to reversal of hyperinsulinemia and hypoglycemia. Moreover, there were no overt toxic 
side effects following the single treatment of liposomal NICD shRNA. This leads fLirther support that 
Notchl regulates PDX-1 expression and suggests that Notchl could be a potential therapeutic target for 
hypoglycemic disorder using an RNAi platform. This is consistent with our recent studies showing 
that three-cycle treatment of PDX-1 shRNA reverses hyperinsulinemia and hypoglycemia in an 
immune-competent mouse model of islet neoplasia and results in significant reduction of tumor volume 
and improved survival in a human pancreatic cancer xenograft mouse model [11]. Our results also show 
that the transgenic mice with conditional induction of NICD in islet cells may serve as a 

potential novel mouse model for the development of islet cell neoplasia. 

2.4. Activation of Notchl Is Associated with PDX-1 Overexpression in Human Pancreatic Neuroendocrine 
Tumors (PNETs) 

It has been reported that Notchl is over-expressed in neuroendocrine tumors. We have recently shown 
that PDX-1 is markedly overexpressed in PNETs [41]. We, therefore, wanted to examine whether 
Notchl activation is correlated with PDXl overexpression in PNETs by performing IHC analysis of 
35 human PNET specimens. We found that Notchl was activated in 31 of the 35 specimens (89%) as 
evidenced by NICD expression and that PDX-1 was expressed in all PNET specimens studied. 
Semi-quantitative analysis of the immunofluorescence images for NICD and PDX-1 using software 
ImageJ revealed that the median expression levels of PDX-1 were 85.2% and that of NICD was 63.8%. 
Moreover, we found that higher expression levels of NICD were accompanied by higher expression 
levels of PDX-1 (Figure 4A, right panel vs. left panel). Pearson correlations analysis showed significant 
correlation between PDX-1 and NICD expression (Figure 4B, R = 0.933; p < 0.01). These data further 
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support the concept that Notchl activation up-regulates PDX-1 expression and that Notchl activation 
may contribute to the overexpression of PDX-1 in PNETs. Notchl has been reported to be expressed in 
PNET with accompanied expression of HESl, a downstream target of Notchl [57]. Our studies showed 
that the majority of human PNET specimens expressed NICD in correlation with PDX-1 overexpression. 
Moreover, we found that NICD-enhanced PDX-1 expression was accompanied by increased cell 
proUferation in mouse insulinoma P-TC-6 cells and resulted in increased PCNA in the islets of transgenic 
pNicD+/+ jj^^^g Given the oncogenic function of PDX-1 [15], our study suggests that Notchl may play an 
oncogenic role in PNETs via up-regulating PDX-1. Cooperation with other oncogenes is one mechanism 
by which Notchl exerts its oncogenic fLinction. Our studies, thus, provide that up-regulation of PDX-1 is 
one novel mechanism by which Notchl exerts its oncogenic fLinctions. 

3. Experimental Section 

3.1. Cell Lines, Vectors, Antibodies and PNET Specimens 

Human embryonic kidney 293 (HEK 293) and mouse insulinoma P TC-6 cells were purchased from 
the American Type Culture Collection (ATCC, Bethesda, MD, USA) and maintained in Dulbecco's 
modified Eagle medium (Gibco-BRL, Bethesda, MD, USA) supplemented with 100,000 U/L of 
penicillin, 100,000 )ag/L of streptomycin, and 10% fetal bovine serum (FBS). pBS-Notchl-IC (mouse) 
was purchased from Addgene (plasmid 15079) and subcloned into pcDNA3.1 expressing vector to 
produce pcDNA"^'^°. Human PDX-1 cDNA was polymerase chain reaction (PCR)-amplified from 
human islet cells and cloned into the FLAG epitope containing pCMV5 expression vector which was 
provided by Dr. Narasimhaswamy Belaguli (Baylor College of Medicine). Both mouse Notchl -IC and 
human PDX-1 were subcloned into retroviral vector pQICXIP (Clontech, Mountain View, CA, USA) 
for the purpose of retrovirus production. Five mouse Notch shRNAs targeting NICD (shRNA"^^^°) 
were designed, synthesized and cloned into pSuper vectors. One of them targeting 
AGGCAACAGTGAAGAAGAA (starting 5661 of open reading frame of Notchl) was selected for the 
current study based on its most efficient knockdown effect. A scrambled shRNA was used as control. 
Goat anti-PDX-1 and rabbit anti-p27 and anti-PCNA antibodies were purchased from Santa Cruz 
Biotechnology Inc (Santa Cruz, CA, USA). Rabbit anti-activated Notchl antibody that only recognizes 
the cleaved intracellular (activated) form of Notchl (NICD) was purchased from Abeam (Cambridge, 
MA, USA). Monoclonal anti-insulin antibody was purchased from Sigma-Aldrich (St. Louis, MO, 
USA). Goat anti-rabbit antiserum and sheep anti-mouse antiserum conjugated with horseradish 
peroxidase were purchased from Amersham Life Science Inc. (Arlington Heights, IL, USA). Rabbit 
anti-goat IgG was obtained from Zymed Laboratories Inc. (South San Francisco, CA, USA). PNET 
specimens were as previously described [58]. 

3.2. Transient and Stable Transfection 

Transient transfection in HEK293 and P-TC-6 cells was performed with 24 \ig of plasmid DNAs 
using Lipofectamine 2000 (Invitrogen, Carlsbad, CA, USA). Stable ceU lines were established using 
retroviral expression system with pQCXIP retroviral vectors (Clontech, Mountain View, CA, USA). 
pQCXIP expressing PDX-1 was constructed and confirmed, followed by transfection into the 
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AmphoPack 293 cell line (Clontech, Mountain View, CA, USA) with Lipofactamine 2000 to produce 
retrovirus. The cells were infected with the supernatant containing the reconstructed retrovirus and 
selected with 10 mg/mL puromycin for two weeks. pcDNA'"^'^° with shRNA'"^^° or shRNA"^'^^-""'"''''^'^ 
were co-transfected into P-TC-6 cells. 



Figure 4. Activation of Notchl is associated with PDX-1 overexpression in human PNETs. 
Human PNET specimens were fixed in 4% (v/v) paraformaldehyde and embedded in 
paraffin. After deparaffinization in xylene and rehydration through graded alcohol, tissue 
sections were incubated with an anti-NICD (1:100) or an anti-PDX-1 antibody (1:200) 
overnight at 4 °C. Fluorescence was developed using FITC- or Cy3 -conjugated secondary 
antibody. Simultaneous fluorescence microscopy observation and photography were 
carried out using an Olympus 1X70 microscope (200x). (A) Shown are representative 
micrographs showing the expression levels of NICD and PDX-1 in PNET specimens. 
(B) Pearson correlations analysis showed significant correlation between PDX-1 and NICD 
expression in these specimens, R = 0.933; /? < 0.01. 
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Twenty-four hours after transfection, cells were replated into 96-well cell culture plates at 
5x10^ cells/well. Cell proliferation was determined by MTS assay (Promega, Madison, WI, USA) at 
24, 48, and 72 hour after transfection. The absorbance was read using a Multiskan EX plate reader 
(Thermo Electronic Corp, Franklin, MA, USA) at 492 nm. Levels of proliferation were determined 
according to the following formula: percentage of proliferation = 100 x B/A, where A is the 
absorbency at 492 nm of control cells, and B is the absorbency at 492 nm of treated cells. 
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3.4. Western Blotting 

Transfections were performed at 10-cm plates for 48 hours as described as previously. Cells were 
collected using a cell scrapper in an ice-cold phosphate-buffered saline (PBS) solution containing 
5 mM EDTA. Cells were lysed in a buffer containing 20 mM HEPES (pH 7.4), 2 mM EGTA, 50 mM 
P-glycerophosphatase, 1% Triton X-100, 10% glycerol, 1 mM DTT, 2 mg/mL of leupeptine, 5 mg/mL 
of aprotinin and 1 mM phenylmethylsulphonyl fluoride after two washes with PBS. Supernatants were 
collected after centrifiigation at 100,000 g for 15 minutes at 4 °C. Twenty micrograms of cell lysates 
were analyzed using a sodium dodecyl sulfate-polyacrylamide gel electrophoresis gel (SDS-PAGE). 
After electrophoresis, gels were removed and blotted onto polyvinylidene fluoride (PVDF) 
membranes. Membranes were then incubated with 5% non-fat milk buffer and probed with antibodies 
against NICD and PDX-1. Immunocomplexes were visualized by enhanced chemiluminescence 
detection using horseradish peroxidase-conjugated secondary antibodies. Images were captured using 
the UVP imaging system, and the band was analyzed using ImageJ software. 

3.5. Generation of ff^^^^'^ Mice 

LSL-Rosa^"^° transgenic mice were kindly provided by Dr. Brendan Lee (Baylor College of 
Medicine, Houston, TX, USA) with permission of use from Dr. Douglas Melton (Harvard University, 
Boston, MA, USA) [55]. The mice were maintained on a hybrid 129x C57BL/6 background. pNic°+'+ 
mice were generated by crossing LSL-Rosa'^"^^ and RIPl-Cre mice with successive generation 
screening. The p^"^^'^^'^ mice at age of 6 months were treated with intravenous liposomal shRNA™^^'^° 
at dose of 35 |ag per mouse via tail vein injection. Forty-eight (48) hours after injection, blood was 
collected and mice were sacrificed for tissues collection. Animals were used in accordance with the 
National Institutes of Health Guide for the Care and Use of Laboratory Animals. All mice were housed 
in a specific pathogen-free facility and under light-, temperature-, and humidity-controlled conditions. 
These studies were performed under IRB approval. 

3.6. Insulin and Glucose Measurements 

50 [xL whole blood samples were collected and spun to separate the serum. Serum samples 
were stored at -20 °C until completion of experiments. Glucose levels were measured using a 
Beckman-Coulter Glucose Analyzer 2 (Coulter-Beckman, FuUerton, CA, USA), and presented as 
mean ± S.E.M. in mg/dL. Insulin levels were determined using a mouse insulin ELISA kit from 
Mercodia (Linco Research, St. Charles, MO, USA) and presented as mean± S.E.M. in |J,g/L. 

3. 7. Intraperitoneal Glucose Tolerance Test (IPGTT) 
Control (WT) and pNicD+/+ ^^-^^ 

six months were fasted 6 hours before collection of blood 
samples as To. Grouped mice were then given 1.2 g glucose/kg body weight via ip injection, followed 
by collection of blood samples at 15, 30, 60, 120 and 240 minute after injection of glucose. Glucose 
and insulin levels were measured as described above. 
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5.5. Immunohistochemical Staining 

Fluorescein isothiocyanate-conjugated anti-rabbit IgG antibodies were purchased from Sigma (St. 
Louis, MO, USA). PNET tumors were fixed in 4% paraformaldehyde at 4 °C overnight. After 
treatment with 70% alcohol, tissue blocks were embedded in paraffin, and tissue sections were 
prepared. For immunostaining, sections were deparaffinized in xylene and hydrated gradually through 
graded alcohol. Slides were then placed in a humidified chamber, overlaid with diluted antibodies 
(1:100) against activated Notchl, PDX-1, insulin, PCNA or p27, and incubated overnight at 4 °C. 
After washing with PBS, slides were incubated with FITC -conjugated anti-rabbit or Cy3 -conjugated 
anti-goat secondary antibody for 1 hour, then washed with PBS and mounted with cover slides. Images 
were recorded using a digital camera (Diagnostic Instruments Inc., Sterling Heights, MI, USA) on a 
fluorescent microscope (Olympus 1X70; Olympus Optical Co Ltd., Japan). Immunostaining for PDX-1 
expression was semi-quantified using ImageJ. 

3.9. Statistical Analysis 

Student's t-test was used to analyze difference in means of the continuous data. All numeric data 
are expressed as mean ± SEM, with p < 0.05 indicating significance. Pearson correlation analysis was 
used to analyze the correlation between PDX-1 and NICD expression 

4. Conclusions 

In this study, we provided biochemical and genetic evidence showing that Notchl activation plays a 
positive role in regulation of PDX-1 expression as evidenced by the increased level of PDX-1 in 
PDX-1 stable HEK293 cells, P-TC-6 cells and in P cells of transgenic mice in the presence of 

NICD, a activated form of Notchl. We also found that NICD-enhanced PDX-1 expression was 
accompanied by increased insulin expression/secretion and cell proliferation in P-TC-6 cells and in 
islets of p^^*^°"^^+ mice, p^"^^'^^'^ mice were hyperinsulinemic and hypoglycemic, suggesting that Notchl 
activation results in islet neoplasia. Systemically-delivered NICD shRNA reversed the enhancing 
effect of NICD on PDX-1, as well as on hyperinsulinemia and hypoglycemia, suggesting that Notchl 
could be a potential therapeutic target. Thus, Notchl may exert an oncogenic fiinction in the 
development of islet cell neoplasia through cooperation with PDX-1. 

Acknowledgements 

This work was supported by the National Institutes of Health grants NIDDK R01-DK46441 and 
NCI R01-CA095731, the Vivian Smith Foundation, the MD Anderson Foundation and a generous gift 
from Kirk Hachigian (to F. C. B.) and the Pilot and Feasibility Study Grant from the CURE: Digestive 
Disease Research Center (P30DK41301) (to G. Z.). We thank Katie Elsbury for her editorial assistance 
and Priscilla Massey and Jacqueline Ismen for their administrative assistance. 

Conflict of Interest 

The authors declare no conflict of interest. 



Genes 2013, 4 



370 



References 

1. Jonsson, J.; Carlsson, L.; Edlund, T.; Edlund, H. Insulin-promoter-factor 1 is required for 
pancreas development in mice. Nature 1994, 371, 606-609. 

2. Stoffers, D.A.; Zinkin, N.T.; Stanojevic, V.; Clarke, W.L.; Habener, J.F. Pancreatic agenesis 
attributable to a single nucleotide deletion in the human IPFl gene coding sequence. Nat. Genet. 
1997, 15, 106-110. 

3. Ahlgren, U.; Jonsson, J.; Jonsson, L.; Simu, K.; Edlund, H. beta-cell-specific inactivation of the 
mouse Ipfl/Pdxl gene results in loss of the beta-ceU phenotype and maturity onset diabetes. 
Genes Dev. 1998, 12, 1763-1768. 

4. Brissova, M.; Shiota, M.; Nicholson, W.E.; Gannon, M.; Knobel, S.M.; Piston, D.W.; Wright, C.V.; 
Powers, A.C. Reduction in pancreatic transcription factor PDX-1 impairs glucose-stimulated 
insulin secretion. J. Biol. Chem. 2002, 277, 11225-11232. 

5. Johnson, J.D.; Ahmed, N.T.; Luciani, D.S.; Han, Z.; Tran, H.; Fujita, J.; Misler, S.; Edlund, H.; 
Polonsky, K.S. Increased islet apoptosis inPdxl*^" mice. J. Clin. Invest. 2003, 111, 1147-1160. 

6. Al-Quobaili, F.; Montenarh, M. Pancreatic duodenal homeobox factor- 1 and diabetes mellitus 
type 2 (review). Int. J. Mol. Med. 2008, 21, 399-404. 

7. Ballian, N.; Liu, S.H.; Brunicardi, F.C. Transcription factor PDX-1 in human colorectal 
adenocarcinoma: A potential tumor marker? World J. Gastroenterol. 2008, 14, 5823-5826. 

8. Jonmarker, S.; Glaessgen, A.; Gulp, W.D.; Pisa, P.; Lewensohn, R.; Ekman, P.; Valdman, A.; 
Egevad, L. Expression of PDX-1 in prostate cancer, prostatic intraepithelial neoplasia and benign 
prostatic tissue. APMIS2m%, 116, 491-498. 

9. Koizumi, M.; Doi, R.; Toyoda, E.; Masui, T.; Tulachan, S.S.; Kawaguchi, Y.; Fujimoto, K.; 
Gittes, G.K.; Imamura, M. Increased PDX-1 expression is associated with outcome in patients 
with pancreatic cancer. Surgery 2003, 134, 260-266. 

10. Leys, C.M.N.S.; Rudzinski, E.; Kaminishi, M.; Montgomery, E.; Washington, M.K.; Goldenring, J.R. 
Expression of PDX-1 in human gastric metaplasia and gastric adenocarcinoma. Hum. Pathol. 
2006, 37, 1162-1168. 

11. Liu, S.H.; Rao, D.D.; Nemunaitis, J.; Senzer, N.; Zhou, G.; Dawson, D.; Gingras, M.C.; 
Wang, Z.; Gibbs, R.; Norman, M.; et al. PDX-1 Is a Therapeutic Target for Pancreatic Cancer, 
Insulinoma and Islet Neoplasia Using a Novel RNA Interference Platform. PLoS One 2012, 
7, e40452. 

12. Sakai, H.E.Y.; Li, X.L.; Akiyama, Y.; Miyake, S.; Takizawa, T.; Konishi, N.; Tatematsu, M.; 
Koike, M.; Yuasa, Y. PDX-1 homeobox protein expression in pseudopyloric glands and gastric 
carcinomas. Gut 2004, 53, 323-330. 

13. Wang, X.P.; Li, Z.J.; Magnusson, J.; Brunicardi, F.C. Tissue MicroArray analyses of pancreatic 
duodenal homeobox- 1 in human cancers. World J. Surg. 2005, 29, 334-338. 

14. Liu, T.; Gou, S.M.; Wang, C.Y.; Wu, H.S.; Xiong, J.X.; Zhou, F. Pancreas duodenal homeobox-1 
expression and significance in pancreatic cancer. World J. Gastroenterol. 2007, 13, 2615-2618. 

15. Liu, S.H.; Patel, S.; Gingras, M.C.; Nemunaitis, J.; Zhou, G.; Chen, C; Li, M.; Fisher, W.; Gibbs, R.; 
Brunicardi, F.C. PDX-1: Demonstration of oncogenic properties in pancreatic cancer. Cancer 
2011, 117, IIZ-IZZ. 



Genes 2013, 4 



371 



16. Gidekel Friedlander, S.Y.; Chu, G.C.; Snyder, EX.; Girnius, N.; Dibelius, G.; Crowley, D.; 
Vasile, E.; DePinho, R.A.; Jacks, T. Context-dependent transformation of adult pancreatic cells by 
oncogenic K-Ras. Cancer Cell 2009, 16, 379-389. 

17. Liu, S.; Ballian, N.; Belaguli, N.S.; Patel, S.; Li, M.; Templeton, N.S.; Gingras, M.C.; Gibbs, R.; 
Fisher, W.; Brunicardi, F.C. PDX-1 acts as a potential molecular target for treatment of human 
pancreatic cancer. Pancreas 2008, 57, 210-220. 

18. Guo, D.; Ye, J.; Dai, J.; Li, L.; Chen, F.; Ma, D.; Ji, C. Notch-1 regulates Akt signaling pathway 
and the expression of cell cycle regulatory proteins cyclin Dl, CDK2 and p21 in T-ALL cell lines. 
Leuk. Res. 2009, 33, 678-685. 

19. Cohen, B.; Shimizu, M.; Izrailit, J.; Ng, N.F.; Buchman, Y.; Pan, J.G.; Dering, J.; Reedijk, M. 
Cyclin Dl is a direct target of JAG 1 -mediated Notch signaling in breast cancer. Breast Cancer 
Res. Treat. 2010, 123, 113-124. 

20. Palomero, T.; Lim, W.K.; Odom, D.T.; SuUs, M.L.; Real, P.J.; Margolin, A.; Barnes, K.C.; 
O'Neil, J.; Neuberg, D.; Weng, A.P.; et al. NOTCHl directly regulates c-MYC and activates a 
feed- forward-loop transcriptional network promoting leukemic cell growth. Proc. Natl. Acad. Sci. 
USA 2006, 103, 18261-18266. 

21. Jiao, X.; Wood, L.D.; Lindman, M.; Jones, S.; Buckhaults, P.; Polyak, K.; Sukumar, S.; Carter, H.; 
Kim, D.; Karchin, R.; et al. Somatic mutations in the Notch, NF-KB, PIK3CA, and Hedgehog 
pathways in human breast cancers. Genes Chromosomes Cancer 2012, 51, 480-489. 

22. Lindsay, J.; Jiao, X.; Sakamaki, T.; Casimiro, M.C.; Shirley, L.A.; Iran, T.H.; Ju, X.; Liu, M.; 
Li, Z.; Wang, C; et al. ErbB2 induces Notchl activity and flinction in breast cancer cells. Clin. 
Transl. Sci. 2008, 1, 107-115. 

23. Borggrefe, T.; Oswald, F. The Notch signaling pathway: Transcriptional regulation at Notch 
target genes. Cell. Mol. Life Sci. 2009, 66, 1631-1646. 

24. Bray, S.J. Notch signalling: A simple pathway becomes complex. Nat. Rev. Mol. Cell. Biol. 2006, 
7, 678-689. 

25. D'Souza, B.; Miyamoto, A.; Weinmaster, G. The many facets of Notch ligands. Oncogene 2008, 
27, 5148-5167. 

26. Radtke, F.; Raj, K. The role of Notch in tumorigenesis: Oncogene or tumour suppressor? Nat. 
Rev. Cancer 2003, 3, 756-767. 

27. Ranganathan, P.; Weaver, K.L.; Capobianco, A.J. Notch signalling in solid tumours: A little bit of 
everything but not all the time. Nat. Rev. Cancer 2011, 11, 338-351. 

28. Pajvani, U.B.; Shawber, C.J.; Samuel, V.T.; Birkenfeld, A.L.; Shuknan, G.I.; Kitajewski, J.; 
Accili, D. Inhibition of Notch signaling ameliorates insulin resistance in a FoxOl -dependent 
manner. Nat. Med. 2011, 17, 961-967. 

29. Fowler, J.C.; Zecchini, V.R.; Jones, P.H. Intestinal activation of Notch signaling induces rapid 
onset hepatic steatosis and insulin resistance. PLoS One 2011, 6, e20767. 

30. Horn, S.; Kobberup, S.; Jorgensen, M.C.; Kalisz, M.; Klein, T.; Kageyama, R.; Gegg, M.; Lickert, H.; 
Lindner, J.; Magnuson, M.A.; et al. Mind bomb 1 is required for pancreatic beta-cell formation. 
Proc. Natl. Acad Sci. USA 2012, 109, 7356-7361. 



Genes 2013, 4 



372 



31. Koo, B.K.; Lim, H.S.; Song, R.; Yoon, M.J.; Yoon, K.J.; Moon, J.S.; Kim, Y.W.; Kwon, M.C.; 
Yoo, K.W.; Kong, M.P.; et al. Mind bomb 1 is essential for generating fiinctional Notch ligands 
to activate Notch. Development 2005, 132, 3459-3470. 

32. Leal, M.C.; Surace, E.I.; Holgado, M.P.; Ferrari, C.C.; Tarelli, R.; Pitossi, F.; Wisniewski, T.; 
Castano, E.M.; Morelli, L. Notch signaling proteins HES-1 and Hey-1 bind to insulin degrading 
enzyme (IDE) proximal promoter and repress its transcription and activity: Implications for 
cellular Abeta metabolism. Biochim. Biophys. Acta 2012, 1823, 227-235. 

33. McKinnon, CM.; Docherty, K. Pancreatic duodenal homeobox-1, PDX-1, a major regulator of 
beta cell identity and fUnction. Diabetologia 2001, 44, 1203-1214. 

34. Buteau, J.; Roduit, R.; Susini, S.; Prentki, M. Glucagon-like peptide-1 promotes DNA synthesis, 
activates phosphatidylinositol 3 -kinase and increases transcription factor pancreatic and duodenal 
homeobox gene 1 (PDX-1) DNA binding activity in beta (INS-l)-cells. Diabetologia 1999, 42, 
856-864. 

35. Wang, X.; Cahill, CM.; Pineyro, M.A.; Zhou, J.; Doyle, M.E.; Egan, J.M. Glucagon-like 
peptide-1 regulates the beta cell transcription factor, PDX-1, in insulinoma cells. Endocrinology 
1999, 140, 4904-4907. 

36. Arantes, V.C; Reis, M.A.; Latorraca, M.Q.; Ferreira, F.; Stoppiglia, L.F.; Carneiro, E.M.; 
Boschero, A.C Palmitic acid increase levels of pancreatic duodenal homeobox-1 and p38/ 
stress-activated protein kinase in islets from rats maintained on a low protein diet. Br. J. Niitr. 
2006, 96, 1006-1012. 

37. Watanabe, H.; Saito, H.; Ueda, J.; Evers, B.M. Regulation of pancreatic duct ceU differentiation 
by phosphatidylinositol-3 kinase. Biochem. Biophys. Res. Commun. 2008, 370, 33-37. 

38. Lebrun, P.; Montminy, M.R.; van Obberghen, E. Regulation of the pancreatic duodenal 
homeobox-1 protein by DNA-dependent protein kinase. J. Biol. Chem. 2005, 280, 38203-38210. 

39. Boucher, M.J.; Selander, L.; Carlsson, L.; Edlund, H. Phosphorylation marks IPFl/PDXl protein 
for degradation by glycogen synthase kinase 3 -dependent mechanisms. J. Biol. Chem. 2006, 281, 
6395-6403. 

40. Zhou, G.; Gingras, M.C; Liu, S.H.; Li, D.; Li, Z.; Catania, R.L.; Stehling, K.M.; Li, M.; 
Paganelli, G.; Gibbs, R.A.; et al. The hypo functional effect of P335L single nucleotide 
polymorphism on SSTR5 fiinction. World J. Surg. 2011, 35, 1715-1724. 

41. Zhou, G.; Liu, S.H.; Shahi, K.M.; Wang, H.; Duan, X.; Lin, X.; Feng, X.H.; Li, M.; Fisher, W.E.; 
Demayo, F.J.; et al. Negative regulation of pancreatic and duodenal homeobox-1 by somatostatin 
receptor subtype 5. Mol. Endocrinol. 2012, 26, 1225-1234. 

42. Fujitani, Y.; Fujitani, S.; Boyer, D.F.; Gannon, M.; Kawaguchi, Y.; Ray, M.; Shiota, M.; 
Stein, R.W.; Magnuson, M.A.; Wright, CV. Targeted deletion of a c/5-regulatory region reveals 
differential gene dosage requirements for Pdxl in foregut organ differentiation and pancreas 
formation. Genes Dev. 2006, 20, 253-266. 

43. Wu, K.L.; Gannon, M.; Peshavaria, M.; Offield, M.F.; Henderson, E.; Ray, M.; Marks, A.; 
Gamer, L.W.; Wright, C.V.; Stein, R. Hepatocyte nuclear factor 3beta is involved in pancreatic 
beta-cell-specific transcription of the pdx-1 gene. Mol. Cell. Biol. 1997, 17, 6002-6013. 



Genes 2013, 4 



373 



44. Gao, N.; LeLay, J.; Vatamaniuk, M.Z.; Rieck, S.; Friedman, J.R.; Kaestner, K.H. Dynamic 
regulation of Pdxl enhancers by Foxal and Foxa2 is essential for pancreas development. Genes 
Dev. 2008, 22, 3435-3448. 

45. Humphrey, R.K.; Yu, S.M.; Flores, L.E.; Jhala, U.S. Glucose regulates steady-state levels of 
PDXl via the reciprocal actions of GSK3 and AKT kinases. J. Biol. Chem. 2010, 255, 3406-3416. 

46. Kishi, A.; Nakamura, T.; Nishio, Y.; Maegawa, H.; Kashiwagi, A. Sumoylation of Pdxl is 
associated with its nuclear localization and insulin gene activation. Am. J. Physiol. Endocrinol. 
Metab. 2003, 284, E830-E840. 

47. Kim, Y.C.; Kim, S.Y.; Mellado-Gil, J.M.; Yadav, H.; Neidermyer, W.; Kamaraju, A.K.; Rane, S.G. 
RB regulates pancreas development by stabilizing Pdxl. EMBOJ. 2011, 30, 1563-1576. 

48. Rafiq, I.; da Silva Xavier, G.; Hooper, S.; Rutter, G.A. Glucose-stimulated preproinsulin gene 
expression and nuclear trans-location of pancreatic duodenum homeobox-1 require activation of 
phosphatidylinositol 3-kinase but not p38 MAPK/SAPK2. J. Biol. Chem. 2000, 275, 15977-15984. 

49. Furukawa, N.; Shirotani, T.; Araki, E.; Kaneko, K.; Todaka, M.; Matsumoto, K.; Tsuruzoe, K.; 
Motoshima, H.; Yoshizato, K.; Kishikawa, H.; et al. Possible involvement of atypical protein 
kinase C (PKC) in glucose-sensitive expression of the human insulin gene: DNA-binding activity 
and transcriptional activity of pancreatic and duodenal homeobox gene-1 (PDX-1) are enhanced 
via calphostin C-sensitive but phorbol 12-myristate 13-acetate (PMA) and Go 6976-insensitive 
pathway. Endocr. J. 1999, 46, 43-58. 

50. Kawamori, D.; Kaneto, H.; Nakatani, Y.; Matsuoka, T.A.; Matsuhisa, M.; Hori, M.; Yamasaki, Y. 
The forkhead transcription factor Foxol bridges the JNK pathway and the transcription factor 
PDX-1 through its intracellular translocation. J. Biol. Chem. 2006, 281, 1091-1098. 

51. Zhou, G.; Wang, H.; Liu, S.-H.; Shahi, K.M.; Lin, X.; Wu, J.; Feng, X.-H.; Qin, J.; Tan, T.-H.; 
Brunicardi, F.C. p38 MAP Kinase Interacts with and Stabilizes Pancreatic and Duodenal 
Homeobox-1. Curr. Mol. Med. 2013, 13, 377-386. 

52. Oswald, F.; Tauber, B.; Dobner, T.; Bourteele, S.; Kostezka, U.; Adler, G.; Liptay, S.; Schmid, R.M. 
p300 acts as a transcriptional coactivator for mammalian Notch-1. Mol. Cell. Biol. 2001, 21, 
11 61-111 A. 

53. Tang, Z.; Kadesch, T. Identification of a novel activation domain in the Notch-responsive 
transcription factor CSL. Nucleic Acids Res. 2001, 29, 2284-2291. 

54. Feanny, M.A.; Fagan, S.P.; Ballian, N.; Liu, S.H.; Li, Z.; Wang, X.; Fisher, W.; Brunicardi, F.C; 
Belaguli, N.S. PDX-1 expression is associated with islet proliferation in vitro and in vivo. J. Surg. 
Res. 2008, 144, 8-16. 

55. Murtaugh, L.C.; Stanger, B.Z.; Kwan, K.M.; Melton, D.A. Notch signaling controls multiple steps 
of pancreatic differentiation. Proc. Natl. Acad Sci. USA 2003, 100, 14920-14925. 

56. Dohda, T.; Maljukova, A.; Liu, L.; Heyman, M.; Grander, D.; Brodin, D.; Sangfelt, O.; Lendahl, U. 
Notch signaling induces SKP2 expression and promotes reduction of p27Kipl in T-cell acute 
lymphoblastic leukemia cell lines. Exp. Cell Res. 2007, 313, 3141-3152. 

57. Wang, H.; Chen, Y.; Fernandez-Del, C; Yilmaz, O.; Deshpande, V. Heterogeneity in signaling 
pathways of gastroenteropancreatic neuroendocrine tumors: A critical look at notch signaling 
pathway. Mod. Pathol. 2013, 26, 139-147. 



Genes 2013, 4 



374 



58. Zhou, G.; Gingras, M.C.; Liu, S.H.; Sanchez, R.; Edwards, D.; Dawson, D.; Christensen, K.; 
Paganelli, G.; Gibbs, R.; Fisher, W.; et al. SSTR5 P335L monoclonal antibody differentiates 
pancreatic neuroendocrine neuroplasms with different SSTR5 genotypes. Surgery 2011, 150, 
1136-1142. 

© 2013 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article 
distributed under the terms and conditions of the Creative Commons Attribution license 
(http://creativecommons.Org/licenses/by/3.0/). 



